SYNOPSIS Using a freezing-thawing method for extracting colicine from solid media it has been shown that the choice of media for production and diffusion is important. Digest nutrient agar yielded the most colicine and peptone water agar the least. A factor in bacteriological peptone, but absent in a proteose peptone (Difco) and Neopeptone, was responsible for inhibiting production on peptone water agar. Dextrose reduced the diffusion of colicine. A minimum of six hours' incubation of the colicinogenic organism was required for satisfactory production of colicine.
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Several methods for demonstrating colicine production have been described since Gratia (1925) first reported the presence of an antibiotic substance produced by Esch. coli on solid media. Fredericq, Thibault, and Gratia (1946) described a stroke plate method which was subsequently modified by Shannon (1957) . Chapple (1962) has described a method using electrophoresis. Halbert and Magnuson (1948) describe a method of extracting the colicine from solid media which we have developed to test the differences of colicine production and diffusion on several media.
MATERIAL AND METHOD
Petri dishes containing 20 ml. amounts of the following media were used:
DIGEST NUTRIENT AGAR This was prepared from Hartley's broth as described by Mackie and McCartney (1960) with 1-2% agar (May and Baker) added.
PEPTONE WATER AGAR This was prepared as described by Mackie and McCartney (1960) Several batches of these media were compared to ensure that there was no variation between batches.
Received for publication 12 December 1962. Tryptone soya (see Table 1 ) was the only medium to show variation between batches both in colicine production and diffusion.
The indicator organisms were the Shig. sonnei strains used by Abbott and Shannon (1958 Table II and Fig. 1 demonstrate the colicine produced on digest nutrient agar at various time intervals. Peptone water agar was used for diffusion. Adequate colicine was produced after six hours at 37°C. and there was little difference in the amount of colicine produced after 14 hours' incubation.
EFFECT OF PEPTONE ON PRODUCTION OF COLICINE To
test the effect of peptone on production 0 5 %, 1-0 %, and 2-0 % bacteriological peptone (Oxoid) was added to digest nutrient agar. The zones of inhibition were decreased from the 'peptone-free' control of 21 mm.
to 10 mm. with the 0 5 %, 9 mm. with the 1 %, and no inhibition with the 2%, extracts.
A comparison of other commercial peptones was made. Table III The inhibition of diffusion by dextrose has been suggested before by Blackford, Parr, and Robbins (1951) and we have confirmed their findings. The poor diffusion on sensitivity agar may thus be due to the 1 % dextrose which it contains.
As we have demonstrated, the choice of medium used for production and diffusion is important. Routinely we prefer to use digest nutrient agar for the production and peptone water agar for testing the inhibition of indicator organisms. Digest nutrient agar may be used for both procedures, but there is the possibility of missing some of the weak colicines.
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